After harvest, the storage conditions of food products may differ. In addition, they are often exposed to a variety of processing methods, such as washing, peeling, cooking, etc., which may affect pesticide residue, altering the level of humans' exposure to these compounds from food (Heshmati & Nazemi, 2018; Savi, Piacentini, & Scussel, 2015; Wang et al., 2014) . Therefore, its necessary to investigate the effects of applied processing in food industry on pesticide residue.
Pesticide residues have been reported in edible fungi (Barnes, Startin, Thorpe, Reynolds, & Fussell, 1995; Chang et al., 2014; Kamal et al., 2009; Xia, Tao, Yao, Wang, & Tang, 2016) , which are one of the most important sources of nutrients in the world. In recent years, the per capita consumption of these products was approximately 4 kg (Koutrotsios, Kalogeropoulos, Kaliora, & Zervakis, 2018) . Agaricus bisporus is one of the highest cultivated of edible fungi (Reis, Barros, Martins, & Ferreira, 2012) . It contains significant amounts of protein, carbohydrates, and edible fiber and essential elements such as sodium, potassium, phosphorus, calcium, manganese, zinc, copper, vitamins, phenolic compounds and sterols. In addition, it also has antioxidant, antitumor, antiviral, hypocholesterolemic and hypoglycemic properties (Cheung, 2010; Heleno et al., 2015; Kalač, 2009; Wang et al., 2014) .
Edible fungi are processed before consumption, but limited evidence on the role of these processes on the stability of pesticide residues in these products exists. In addition, no report has been published to simultaneously estimate the dissipation behavior of pesticides, such as diazinon, malathion, permethrin, propargite, and fenpropathrin, in Agaricus bisporus during various food processing methods. Therefore, in this study, the changes in these pesticide residues were investigated during the storage, washing, and cooking of Agaricus bisporus.
| MATERIAL S AND ME THODS

| Materials
All chemicals were obtained from Merck, Darmstadt, Germany, unless otherwise stated. Diazinon, malathion, permethrin, propargite, fenpropathrin standards (Purity 99%) and the primary secondary amine (PSA) were purchased from Supelco (Bellefonte, USA). The commercial pesticides were obtained from the local pesticide production companies, Tehran, Iran.
| Sample preparation
The Agaricus bisporus samples were randomly collected from a local market in Hamadan City. The initial concentrations of diazinon, malathion, permethrin, propargite and fenpropathrin were determined.
Then, the Agaricus bisporus samples were immersed in an aqueous solution of 1% v/v commercial pesticides for 20 min. Finally, the studies were performed on samples containing pesticides in various conditions.
| The Agaricus bisporus samples' storage conditions
For 10 days, the samples were stored at three different temperatures: room (25°C), refrigerator (4°C), and freezer (−18°C). Then, on days 2, 4, 6, 8, and 10, the pesticide residue was measured. The degradation kinetics of each pesticide in the Agaricus bisporus samples were calculated by plotting the residue concentrations against the samples' storage times for each storage condition. To obtain the best-fit curves and the maximum squares of the correlation coefficients for the pesticides under different conditions, the exponential relations and first-order rate equation were determined. The stability of each pesticide was generally presented as its half-life (t 1/2 ) (i.e., the time it took for the pesticide concentration to reach 50% of its initial concentration). The degradation rate was calculated using the following first-order equation: C t = C 0 e-kt , where C t indicated the level of the pesticide residue (mg/kg) at a defined time (days), C 0 indicated the initial pesticide concentration (mg/kg), and k, which was independent of C t and C 0 , was the first-order rate constant (per day). The half-life (t 1/2 ) was obtained from the k value of each experiment t 1/2 = ln2/k (Jankowska, Kaczynski, Hrynko, & Lozowicka, 2016; Liang, Li, Li, Wu, & Liu, 2012) .
| The washing process of Agaricus bisporus samples
The samples were exposed to various washing conditions, including water washing at pH 2, 5, 7, 9, and 12 and saline solutions with various concentrations of 0, 0.1, 1, and 10% sodium chloride. The samples (50 g) were immersed for 10, 20, and 30 min in washing solution and then rinsed with water for 5 s. For the preparation of an aqueous solution with acidic conditions, acetic acid was added to water and adjusted with hydrochloric acid. An alkaline aqueous solution was prepared by adding sodium bicarbonate to water, adjusted with sodium hydroxide. Washing solutions was prepared as following:
Washing solutions with pH of 2: Glacial acetic acid (2 ml) + distilled water (100 ml) +HCL (0.1 N, 2.5 ml).
Washing solutions with pH of 5: Glacial acetic acid (6 µl) + distilled water (100 ml).
Washing solutions with pH of 7: distilled water (100 ml).
Washing solutions with pH of 9: sodium bicarbonate (2 g) + distilled water (100 ml) + NaOH (1 N, 3 ml).
Washing solutions with pH of 9: sodium bicarbonate (2 g) + distilled water (100 ml) + NaOH (50% w/v, 2 ml).
| The cooking process of Agaricus bisporus samples
The processing of microwaving, boiling, and frying were performed separately on each sample (50 g). In the microwave technique, samples were placed inside a microwave at 700 watts for 3, 5, and 7 min.
In the boiling process, samples were immersed in 200 ml of water and boiled for 5, 10, and 15 min. For the surface frying, samples were placed in a pan containing 10 g of frying oil (180°C) for 3, 7, and 10 min. It should be noted that each experiment was performed in triplicate.
| Extraction of pesticide
To extract the pesticides, the QuEChERS method (Quick, easy, cheap, effective, rugged, and safe sample preparation method) was carried out according to the procedure reported a by previous study after some modifications (Nasiri et al., 2016) . Briefly, an aliquot of 50 μl of triphenylmethane solution (TPM, 1,000 mg/L) as the internal standard solution was added to 50 g of the Agaricus bisporus sample, which had been thoroughly ground using a mill.
Then, 10 g of the ground sample was transferred to a falcon tube of 50 ml, and 40 µl of triphenylmethane (100 µg/kg) was added and stored for 30 min at 4°C. After adding 10 ml of acetonitrile, the sample was mixed in a vortex for 2 min. Then, 1 g of sodium chloride and 0.5 g of magnesium sulfate were added and stirred for 2 min. The samples were centrifuged (5,000 RPM for 10 min), and the supernatant was transferred to the falcon containing 1 g of magnesium sulfate and 0.5 g of PSA. The samples were then stirred for 2 min and centrifuged (5,000 RPM for 10 min) again.
Four ml of centrifuged specimens were transferred to a falcon tube containing 40 μl of 5% formic acid and dried under nitrogen gas to a volume of 0.5 ml. Toluene was added to the dried residue to a final volume of 1 ml and stirred for 3 min. Finally, 2 μl was injected into the GC/MS.
| Apparatus and chromatographic conditions
In this study, a gas chromatography/mass spectrometry (GC-MS) of Agilent 6890N (Wilmington, USA) equipped to HP-5 column (with a length of 30 m, inner diameter of 250 mm and a particle size of 0.25 µm) was used to measure pesticide residues. The temperatures of the ionizer, analyser and injector were 230, 150 and 250°C, respectively. Helium gas was used as the carrier gas. The initial temperature of the column was 120°C; the column remained at this temperature for 3 min and then reached a temperature of 180°C at a rate of 25°C/min before reaching a temperature of 300°C without stopping at a rate of 5°C/min. It remained for 10 min at this temperature.
| Validation analysis method
Calibration curves for each pesticide were constructed using external standards ranging from 0.025 to 0.5 mg/kg, prepared by the dilution of a stock solution in ethyl acetate. The limits of detection (LOD) and limits of quantification (LOQ) were calculated as S/N = 3 and S/N = 9, respectively, where S/N is the ratio of signal/noise in a spiked matrix (Hassani et al., 2013) . The reliability of the data of the pesticide analysis was determined by conducting internal quality control experiments, in addition to using validated methods. In this regard, recoveries of pesticides were recorded by analyzing Agaricus bisporus samples spiked with specific concentrations (0.01, 0.1, and 1 µg/kg) of each pesticide.
| Calculation of process factor
To determine the reduction or condensation of each pesticide, process factors (PFs) were determined during storage, washing, and cooking. For this purpose, the concentration of pesticides in the processed sample was divided into its concentration in unprocessed samples. If the process factor was more than one, it meant that the concentration of the pesticide in the processed sample was more than in the unprocessed samples, while if the process factor was lower than one, it indicates the concentration of the pesticide in the processed sample was remarkably reduced (Pazzirota, Martin, Mezcua, Ferrer, & Fernandez-Alba, 2013).
| Statistical analysis
All experiments were performed in triplicate, and pesticide concentration was recorded as wet weight. After each processing, the reduction percentage for each pesticide was calculated. The total data were expressed as the mean ± standard deviation (SD) and analyzed by SPSS software, version 16.0. The analysis of variance (ANOVA)
followed by a Tukey test was used to compare the reduction percentage of pesticides among different groups. A P-value of less than 0.05 was considered statistically significant. (Sanco, 2011 ).
| RE SULTS AND D ISCUSS I ON
In the current study, the processing factor for all pesticides during studied methods was lower than 1, which indicated that the concentration of each pesticide after any processing was lower than its level in the raw sample (data not shown).
The average initial residues of diazinon, malathion, perme- (2006) found that diazinon residue in a cucumber was reduced 36% after 3 days and 65% after 6 days at 4°C, respectively. In this study, the dissipation rate of malathion at room temperature (4.36 days) was more rapid than that of barley samples reported by Kong et al. (2016) , who found that more than 50% of malathion was dissipated within 7 days of storage. The discrepancy between results may be explained by a difference between matrix properties in various plants. For instance, the studies showed that a catalase enzyme could increase the breakdown of pesticide residue in a cucumber sample; therefore, it decreased the half-life value of pesticides (Bian et al., 2018).
For assessment of the impact of acid or alkaline conditions, the reduction of different pesticides was determined in a pH of 2-12. In general, the highest reduction of diazinon, malathion, permethrin, propargite, and fenpropathrin was found in pH levels of 12, 2, 12, 7, and 9, respectively (Table 3) . In most cases, a significant difference did not exist among the mean reduction of pesticides during washing with various pH solutions at certain washing times.
Overall, the effectiveness of the washing solution in reducing pesticide contamination could be related to the difference between the pH solution and the PK a value of the pesticides. The PK a value of a given molecule defines the pH at which it is neutral. Generally, an acidic molecule would be charged in basic condition, while it would be uncharged in an acidic condition. According to the Henderson-Hasselbalch equation, depending on the difference between the PK a value of a molecule and the pH, the ratio of ionized molecules to non-ionized molecules is different (Reijenga, Hoof, Loon, & Teunissen, 2013) . The number and distribution of charges on a molecule affect its aqueous solubility. Therefore, in this study, diazinon (PK a = 2.8) was expected to be better rinsed with a solution of a higher pH (pH = 12) than other pesticides. In contrast, malathion, as a basic agent, was better rinsed through a washing solution with a lower pH (pH = 2).
In the present study, washing with plain water (pH = 7) had a different impact on the pesticides. The order of reduction was as follows: malathion > diazinon>propargite > permethrin>fenpropathrin.
The amount of reduction may have been related to the level of the pesticide's solubility in an aquatic condition. In water at 25°C, the solubility of diazinon and malathion was higher than 50 mg/L, while Note: Means not sharing common superscript capital and small letters are significantly different within the same column and row, respectively (p < .05). One-way ANOVA followed by Duncan's test was applied to determine the different among groups (each mean was obtained from three different tests).
other pesticides such as permethrin, propargite, and fenpropathrin had a solubility lower than 1 mg/L.
In this study, a sodium chloride solution with logarithmic concentrations was used to wash Agaricus bisporus. The results indicated that the reduction of different pesticides did not depend greatly on the chloride sodium concentration (Table 4 ). However, at each level of chloride sodium, with increased washing time of 10-30 min, the pesticide reduction was raised. Contrary to these findings, Randhawa et al. (2016) showed that a concentration of 10% sodium chloride for 10 min reduced imidacloprid content from 1.170 to 0.649 mg/kg (44.52%), and acetamaprid from 1.240 to 0.606 mg/kg (51.12%). Rasolonjatovo et al. (2017) reported that, during washing of a tomato sample with a sodium chloride (5%) solution for 50 min, methomyl and acetamiprid residues were reduced 49% and 47%, respectively. Depending on the concentration of salt, organic compounds such as pesticides exhibit different solubility in the aqueous medium (Rasolonjatovo et al., 2017) . On the one hand, Alister et al. (2018) declared that sodium chloride solution is a strong electrolyte, which has a charge that can interact with the pesticides and create an attractive force to ensure their removal. On the other hand, high salt concentrations cause organic compounds to precipitate in an aqueous medium through the salting-out phenomenon. In the present study, the salt level could not make a significant difference in the solubility of studied pesticides.
The effect of the three methods-boiling, frying, and microwaving-on the reduction of various pesticides is shown in Table 5 .
Regardless of the method of cooking, a significant decrease was observed in the level of pesticides with an increase in the duration of cooking. The cooking process used had different impacts on the pesticide. The order of the average pesticide decrease was as follows:
permethrin > malathion>diazinon > fenpropathrin>propargite. The stability of organophosphates, such as permethrin, malathion, and diazinon, was lower than that of propargite and fenpropathrin in various techniques.
Although information regarding the impact of cooking on permethrin, propargite, and fenpropathrin residue is rare, various reports are available in existing literature regarding the role of the cooking process on the residue of organophosphates such as diazinon and malathion in foods. In the current study, the mean diazinon reduction during boiling, frying, and microwaving was found to be 58.5, 60.3, and 66.98%, respectively, and no significant difference was observed between the reduction recorded during three methods. The reduction level obtained in our study was lower than that reported by Kang and Lee (2005) in cabbage samples (80%-90%) boiled for 30 min. In agreement with our data, Lalah and Wandiga (2002) found that cooking with and without sodium chloride could reduce the malathion level in maize grains up to 56.7 and 69.7%, respectively. Note: Means not sharing common superscript capital and small letters are significantly different within the same column and row, respectively (p < .05). One-way ANOVA followed by Duncan's test was applied to determine the different among groups (each mean was obtained from three different tests).
| CON CLUS IONS
The current study investigated the effect of storage conditions and washing methods, as well as the various cooking processes, on residue levels of five common pesticides-diazinon, malathion, permethrin, propargite, and fenpropathrin-in Agaricus bisporus products.
The results showed that the effectiveness of the washing solution in reducing pesticide contamination was related to the difference between the pH solution and the PKa value of the pesticides. The effect of various salt concentrations on the washing process showed that a reduction in the studied pesticides was not related to the salt level in the washing solution. Although there was no significant difference in the average reduction of each pesticide between the various cooking processes, the cooking time was an important factor in the removal of pesticides. Therefore, it can be concluded that the use of washing solutions with the appropriate pH as well as increased fungal cooking time can be useful in reducing the risks of exposure to the studied pesticides.
ACK N OWLED G M ENT
The authors would like to thankfully acknowledge the financial support from Hamadan University of Medical Science (Project No: 9605103037) .
CO N FLI C T O F I NTE R E S T
Authors have no conflict of interests.
E TH I C A L A PPROVA L
This study does not involve any human or animal testing. (1995) . Determination of the pesticide diflubenzuron in mushrooms by high-performance liquid chromatography-atmospheric pressure chemical ionisation mass spectrometry. Journal of Chromatography A., 712(1), 85-93. https ://doi.org/10.1016/0021-9673(95)00481-2 Bian, Y., Liu, F., Chen, F., & Sun, P. (2018) . Storage stability of three organophosphorus pesticides on cucumber samples for analysis. Note: Means not sharing common superscript capital and small letters are significantly different within the same column and row, respectively (p < .05). One-way ANOVA followed by Duncan's test was applied to determine the different among groups (each mean was obtained from three different tests).
O RCI D
